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1
1.1 2014 1 ~2015 1
30 30 ~52(40.66 +5.78)
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( ) .
RNA
1.2 CCK-8 SAB
CP002; SYBR Green PCR
Thermo #K0223;
Fermentas #K1622; BCA
Thermo PICPI23223; RIPA
Solarbio
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CST o o
1.3
1.3.1
RT-PCR 30
PGE2R( EP1) Western blot PGE2
PGE2-R( EP1) o
PGE2R( EPI1 ) sc-51322
17-PT-PGE2 N + sc51322
+17-PT-PGE2
1.3.2 1% (
)  HBSS ;0.4% 8 ml(
DNase I) 37 C ; 10%
DMEM-12 37
C.5% CO, o 20
min 3
1 3
o 24 h ;48 h

o a—
actin
1.3.3 CCK=
3x10"  /ml
o 100 pl 96
3 3 x10° /
100 wl 37 C o
@D 1100 pl
0) + s¢-51322: 10
pmol /L sc-51322( PGE2R ) ® +
17-PT-PGE2: 5 pmol/L 17-PT-PGE2
( PGE2R ) o 0.24.48.72 h
1:10 ( CCK=8)
400 pl
37 C.5% CO, 1 h; 1 h
450 nm ( absorbance
A) o
1.3.4 Realstime PCR
10 mg TRIzol RNA RNA
cDNA. PGE2R :5°-CACCT-
TCTTTGGCGGCTCTC 37, : 5°-CGACAC-
CACCATGATACCGA3 100 bps
GAPDH : 5"-AATCCCATCAC-
CATCTTCS3"; : 5=AGGCTGTTGTCATACT-
TC3- 218 bp. PCR 25
wl 195 °C 10 min( 95 C 15 5;60 °C 45 s)
x40;95 C 15 5;60 C 1 min; 95 C 15 ;60 C
15 so ( ABI Prism 7300
SDS ) o
1.3.5 Western blot
4 C 95 C 10 min 12 000 r/
min 10 min
-80 C o BCA
5% 10% 20 ul
PVDF o o 10%

2h :
PGE2 1 :300 PGE2R1:500 PCNA1:1000 TGF-
B1:300 IGF4 1 :2 000 AKT 1 : 1 000 p-AKT
1:1000 pERK1/2 1 :1 000 ERK1/2 1 : 1 000
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GAPDH 1 : 2 000, TBST 3 PGE2-R
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OC 2 ho TBST 3 5 mino 1 2 3 4 5 6 7 8
° PGE2-R  ens s wvm o (e anll] e —
1.4 SPSS 19.0
;cis PGED o o o e o s G — ——  —
P <0.05 o
5 GAPDH-_"'----
1 Western blot 4 PGE2 PGE2R(EP1)
2.1 RT-PCR 30 1: 1:2: 2:3: 3: 4:
PGE2R( EP1) RT-PCR 30 4:5: 1:6: 2:7: 3:8:
PEG2R( EP1) mRNA (0.004 67 +
0. 001 37) (0.001 69 + 1 Western blot 4
0.004 64) . : PGE2-R( EPI1) PGE2 PGE2-R(EP1) (n=4 xzs)
mRNA (P < PGE2R PGE2
0.166 £0.039 0.226 £0.066
0. 01) ° PGE2 0.350 £0.027 ** 0.501 +0.035**
° : ¥ *P<0.01
2.2 Western blot 4 PGE2 PGE2R
( EPl) 1 1 Western blot 2.4 RT-PCR PCNA\
4 PGE2 PGE2-R( EP1) TGF-8.IGF4 3 RT-PCR
PGE2 PGE2R( EPI1) PCNA.TGF.IGF4 + sc—
(P<0.01) 51322 PCNA.TGF3.1GF4 mRNA
° +17-PT-PGE2
2.3 CCK-8 PCNA.TGF3.IGF4 mRNA
2 CCK8 °
+sc¢51322 PCNA.TGF3.IGF4 mRNA PGE2-
(P <0.01) + 17-PT- R PGE2R o
PGE2 (P <0.01) 2.5 Western blot
72 h sc51322 2 4 Western blot
17-PTPCE2 +sc-51322
2 CCK-8 (n=3 x+s)
A450 nm
0h 24 h 48 h 72 h
0.288 £0.012 0.342 £0.014 0.569 £0.021 0.805 £0.009
+sc¢51322 0.227 £0.009 0.314 £0.006 0.449 +0.005" 0.517 +0.018**
+17-PT-PGE2 0.227 +0.006 0.363 £0.007 0.657 £0.028" 1.016 +0.015™*
“P<0.05 **P<0.01
3 RT-PCR PCNA . TGFB.IGF4 (n=4 x+s)
PCNA mRNA TGF-8 mRNA IGF4 mRNA
0.048 +£0.004 0.006 £0.001 0.002 £0.000
+sc¢-51322 0.021 +0.000* * 0.004 +0.000* * 0.000 38 +0.000 06* *
+17-PTPCE2 0.085 £0.007 * * 0.018 +0.002* * 0.006 +0.001 **

D **P<0.01
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4 Western blot PGE2 . PGE2R( EP1) .

PCNA . TGF-B.IGF4 . p-AKT.p-ERK1/2 (n=2 x+s)
+ +
5c-51322 17-PT-PGE2

PGE2 0.299£0.010  0.211 £0.019* * 0.434 £0.031**

PGE2-R( EP1) 0.336£0.002  0.089 £0.019** 0.562 £0.016* *
PCNA 0.513£0.012  0.282 £0.060* * 0.698 £0.022* *
TGF-B 0.539£0.015  0.3850.014** 0.625£0.054* *
IGF4 0.245+0.005 0.076 £0.085* * 0.563 +0.025* *
p-AKT 0.445£0.026  0.289 £0.051** 0.574 £0.002* *
pERK1/2 0.567 £0.007  0.288 £0.012* * 0.748 £0.068 * *
D ¥ *P<0.01
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Abstract
AKT signaling pathways in the pathogenesis of uterine fibroids. Methods

To investigated the correlation between PGE2/PGE2-R-mediated RAS/ERK and PI3K/

Samples of patients with uterine fibroids

Objective

and healthy uterines mooth muscle tissues were collected. Real-time PCR was used to detect the expression of
PGE2-R ( EP1) in 30 pairs of samples. Western blot was used to detect the expression of PGE2 and PGE2-R
( EP1) in 4 pairs of samples. The primary cells of uterine fibroids were cultured and the PGE2-R ( EP1) inhibitor
s¢-51322 or agonist 17-PT-PGE2 were added and they were divided into primary cell group primary + sc-51322
group and primary + 17-PT-PGE2 group. Cell proliferation was detected by CCK8 and the expression of PCNA

TGF43 and IGFH were detected by RT-PCR. Western blot was used to detect PGE2 PGE2-R ( EP1) PCNA

TGF IGF4 AKT p-AKT ERKI1/2 and pERK1/2 expression. Results The mRNA expression level of
PGE2-R ( EP1) in patients with uterine fibroids was significantly higher than that of uterines mooth muscle tissues
(P<0.01).

nificantly higher than those in uterine smooth muscle tissues ( P <0.01) . At 72 h culture compared with primary

The protein expression levels of PGE2 and PGE2-R ( EP1) in patients with uterine fibroids were sig—

cell group the cell proliferation was significantly inhibited inprimary + sc-51322 group ( P <0.01) while cell pro—
The mRNA expres—

sion levels of PCNA TGF- and IGF in primary + sc-51322 group were significantly lower than those of the pri-

liferation activity in the primary + 17-PT-PGE2 group was significantly increased ( P <0.01) .

mary cell group. The mRNA expression levels in primary + 17-PT-PGE2 group were significantly higher than those
PGE2R (EP1) PCNA TGF{8 IGF4 p-AKT
and pERK1/2 in cells in primary +sc-51322 group were significantly lower than those of the primary cell group

of primary cell group. The protein expression levels of PGE2

and the protein expression levels in the primary + 17-PT-PGE2 group were significantly higher than those of primary
cell group. Conclusion The RAS/ERK and PI3K/AKT signaling pathways mediated by PGE2 and PGE2-R may-
be involved in the pathpgensis of uterinefibroids.

Key words PGE2-R; PI3K/AKT signaling pathways; RAS/ERK signaling pathways; urerine fibroids



